.-CI duration were observed, and cannot be explained solely on the basis of experimental error. These observations, together with the need for doses of 1-24 ACTH which are supramaximal for steroidogenesis, would suggest that we might be measuring an effect unrelated to the steroidogenic action of ACTH.
There is considerable evidence to suggest that the effects of cholera toxin (choleragen) on the intestinal mucosa are mediated through the cyclic-AMP-generating system (Kimberg et ul., 1974) . The effects on ion fluxes produced by the toxin are similar to those produced by theophylline or exogenously added cyclic AMP and the effects of cholera toxin can be mimicked by agents that causeincreasesincyclicAMPcontent (Field , 1968) . Cholera toxin also mimics a number of other cyclic-AMP-mediated hormonal responses such as the stimulation of glycerol production by fat-cells (Vaughan et al., 1970) and stimulation of glycogenolysis in thyroid cells by thyrotropin (Mashiter et al., 1973) . Recent reports (Donta et al., 1973; Wolff et al., 1973) have indicated that cholera toxin can also stimulate the steroid production by Y-1 mouse adrenal tumour cells. The stimulation of steroidogenesis in adrenal cells by ACTH* is believed to be mediated by cyclic AMP. The possible use of cholera toxin as a tool to investigate further the mode of control of adrenal steroidogenesis led us to investigate some parameters of the response to the toxin using isolated rat adrenal cells.
Methods for the preparation of isolated adrenocortical cells by collagenase disaggregation of decapsulated rat adrenal glands and for the fluorimetric assay of steroid production in cells and medium have been previously described . Cholera toxin was generously supplied by Dr. R. S. Northrup, and prepared under contract for theNat. Inst. All. Infect. Dis. (NIAID) by Dr. R. F. Finkelstein, The University of Texas, Southwestern Medical School, Dallas, Texas (Finkelstein & LoSpalluto, 1970) .
The stimulation by cholera toxin of steroid production by isolated adrenal cells is concentration dependent (Fig. 1) . The concentration required for half-maximal stimulation was found to be about 50ng/ml. On the basis of a molecular weight for the toxin of 84000 this represents a concentration of 0 . 6 n~. Half-maximal stimulation with ACTH occurs at 10-4i.u./ml (i.e. 0 . 2 2 n~) in this cell preparation. This marked sensitivity of cells to cholera toxin has also been noted with adrenal tumour cells (Wolff et al., 1973) . There was no additive effect on steroid production when concentrations of ACTH and cholera toxin that elicited maximal steroidogenesis were added to cells simultaneously.
A marked time-lag between the addition of cholera toxin and its effects in a variety of systems has been well documented, e.g. the production of cyclic AMP by gut mucosa (Kimberg et al., 1974) and fat-cell glycerol production (Vaughan et al., 1970) . Such a latent period was also found in the steroid response of isolated adrenal cells to the toxin, and a concentration of the toxin (1 ,ug/ml) which caused maximum steroidogenesis was associated with a lag of approximately 40min (Fig. 2) . After this latent period, steroidogenesis continued linearly for at least 2 h at a rate similar to that produced by a concentration of ACTH that was maximal for steroidogenesis. An increased latent period was Time (min) Fig. 2 . Time-course of steroid production in response to ACTH and cholera toxin The methodology was as for Fig. 1 . 0-0, ACTH (lO-zi.u./ml); A-A, cholera toxin (1 pg/ml); A-A, cholera toxin (0.1 ,ug/ml).
* Abbreviation : ACTH, adrenocorticotrophic hormone.
found with a submaximal concentration of the toxin (0.1 ,ug/ml). Similar responses to the toxin have been found for cyclic AMP production by rabbit ileal mucosa (Kimberg etal., 1974) . Incontrast withthis delayed response tocholera toxin, ACTH has averyrapid effect on the adrenal cell suspension, linear rates of cyclic AMP and steroid production being achieved within 1 and 3min respectively (Mackie et al., 1972) .
Cholera toxin did not inhibit steroidogenesis stimulated by a submaximal concentration of ACTH (10-4i.u./ml) during a 1 h incubation, suggesting that the toxin does not compete for the ACTH receptor. Preliminary binding studies suggest that there is no competition between cholera toxin and 1251-labelled ACTH prepared by the method of Mcllhinney & Schulster (1974) .
The results presented here establish the characteristics of the adrenal cell response to cholera toxin and indicate the similarities between the steroidogenic response of cells isolated from normal rat adrenal glands and the responses of other tissue cell types to the toxin.
In studies of protein sequence, dansyl chloride has yielded covalently linked fluorescent derivatives of N-terminal amino acids (Gray, 1972) . Certain side-chain amino acids have also been labelled under appropriate conditions (Gros & Labouesse, 1969) . Since proteins are highly charged when solubilized by sodium dodecyl sulphate, the additional charge of the dye does not affect the mobility of different proteins on polyacrylamide gels (Talbot & Yphantis, 1971) . It was briefly noted in the latter study that proteins appeared to react with dansyl chloride more consistently on a weight basis than did proteins stained with Naphthol Blue Black. However, since Talbot & Yphantis (1971) had not attempted quantification, it was decided to investigate possible quantitative relationships, initially for proteins in solution and then in gels. While this study was in progress, another fluorescent label (fluorescamine) became commercially available (Bohlen et al., 1973) .
Initially, the following three proteins were studied in detail : bovine serum albumin, gamma globulin and ovalbumin (Sigma, London S.W.6, U.K.).
Proteins to be dansylated were dissolved in a final volume of lo0,ul of 25m-borate
